. Sequences of promoters used in this study. The -35 and -10 elements are turquoise and red, respectively, the transcription start site is yellow, the C-2T substitution in rrnB P1 is shown in green.
. Apparent K M values for NTPs on the rrnB P1 promoter measured in the reaction of full-length RNA synthesis. Promoter complexes were formed in transcription buffer containing 40 mM Tris-HCl, pH 7.9, 10 mM MgCl 2 and 150 mM KCl and transcription was initiated by the addition of NTPs (with α-[
32 P]-UTP) at 22 °C. The concentration of one of NTPs (ATP or CTP) was varied, while the concentrations of other three NTPs were kept constant at 200 µM. The amounts of the full-length rrnB P1 transcript were normalized to the maximal amount observed in the titration experiment, and the data were fitted to the hyperbolic equation. Wild-type or dksA -MG1655 strains containing the reporter luciferase plasmid (pET28_rrnBP1_luxCDABE) and expressing either wild-type or mutant σ 70 variants from pBAD_rpoD were grown as described in Materials and Methods. Western blot analysis was performed with corresponding cell cultures (100 µl for each sample) taken after 24 h growth in the absense or in the presence of arabinose (0.02% or 0.2%) using primary antibodies specific for the σ 70 and β subunits of RNAP (Neoclone, clones 2G10 and 8RB13, respectively), added simultaneously at 1500
x dilution in PBST + 1% milk, and secondary anti-mouse HRPconjugated antibody at 5000
x dilution in PBST + 1% milk. Detection was performed using the Luminata Crescendo substrate (EMD Millipore) and Bio-Rad ChemiDoc™ XRS imaging system. Figure S5 . Kinetics of growth of the wild-type and dksA -E. coli MG1655 strains. Both strains contained the reporter luciferase plasmid (pET28_rrnBP1_luxCDABE) and the pBAD_rpoD plasmids encoding either wild-type or mutant σ 70 variants. 10 µl of 24 h cell cultures were inoculated into 1 ml of fresh LB broth and the cells were grown for 20 hours in the Tecan plate reader at 32°C either in the absence or in the presence of arabinose (0.02 %). The OD 600 measurements were performed every 10 minutes.
